Global Methylation: PCR products amplified from bisulfite treated DNA and LINE-COBRA primers were digested with restriction enzyme TaqI which recognizes TCGA and were subsequently separated by electrophoresis on a 2% agarose gels. Methylated C is protected from bisulfite treatment and is not converted to T and recognized by Taq1.
The Integrated density values (IDV) ratio of the digested fragment (80 bp) derived from methylated DNA divided by the sum of the digested fragment and undigested fragment (160 bp) derived from unmethylated DNA represents the fractional methylation (expressed as a percentage) at the LINE TaqI site.
PAGE elution, cloning and sequencing:
The excised PAGE bands were finely crushed and soaked in twice the volume of elution buffer containing 0.5M Ammonium Acetate,10mM Magnesium Acetate and 1mM EDTA (pH8.0) and incubated at 37˚C with frequent shaking. DNA was precipitated with ice-cold Ethanol and dissolved in Tris-EDTA (pH 8.0) and 25µl of 3M Sodium Acetate (pH5.2) was added. The mixture was precipitated again with Ethanol. The pellet was finally dissolved in 10µl of water. After cloning and transformation, all colonies were screened by restriction digestion and the size checked by running on a 6-8% native PAGE.
